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(^Protein Sample^ 
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Divide into n aliquots, dilute with buffer 



Deliver to aliquots to n first separation columns 



Wash with Co 



Wash with Ci 



Eiute with Ci 



Wash with Cn.t 



Eiute with C2 
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Bute with Ci, 
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Digest each eluted protein fraction to peptides 




f 2 , 


f •••/} 



Peptide mixture 
fraction 1 




Peptide mixture 
fraction 2 




Peptide mixture 
fraction n 



Deliver n peptide mixture fractions to n 
second separation columns & eiute 
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Peptide - 
protein mass 
database 



f Peptide ] f Peptide ^ 
\^ fraction 2 J V fraction n J 



mmtf 



Deliver n peptide fractions to mass 
spectrometer for mass fingerprinting 
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Peptide - 
protein mass 
database 
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Protein Sample^ 









1** Separation 










2""* Separation 








Digest into peptides 








Mass 






Spectrometer 
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^ Protein Sample^ 






1^ Separation: iso-eiectric focusing 






2"" Separation: gel electrophoresis 






Label & image 2-D gei 






Analyze image, locate proteins of 


interest 
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Cut protein spots of interest out of gels 
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Digest into peptides 
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Digest to 
peptides 
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1^' Separation: 
ion exchange 
LC column 




Collect n time-increment separation fractions 
Deliver each fraction to 2"*^ separation column 
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2***^ Separation: 
reverse phase 
LC column 







Peptide - 
protein mass 
database 




< 



V 
V 



90 



Tandem Mass Spectrometer 
for peptide mass fingerprinting: 
Takes m measurements on 
time-increment fractions 
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See Figure 1 for upstream processes 
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fraction 1 
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Digest each eiuted protein fraction to peptides 
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(Peptide mixture^ f Peptide mixture ] ( Peptide mixture ] 
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Deliver n peptide mixture fractions to n second separation columns & elute. 
Collect m timenncrement fractions from eacii second separation column 



Peptide - 
protein mass 
database 



Peptide 
fraction 1,ni 

Peptide 
fraction 1,2 

Peptide 
fraction 1,1 
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Peptide I 
fraction 2vm ▼ 



Peptide 
fraction 2,2 



Peptide I 
fraction 2,1 T 
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fraction n,m 
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fraction n,1 y 



Deliver n x m peptide fractions to mass spectrometer for mass 
fingerprinting 
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Divide into n allquots, dilute Wftii buffer 
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Deliver to allquots to n first separation columns 



Wasil with Co 



Wash with ci 





Elute with Ci 
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Wash with Cim 



Elute with cz 



Elute with C|, 
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Digest each eiuted protein fraction to peptides 



Deliver n intact protein 

fractions to mass 
spectrometer for mass 
fingerprinting 



(Peptide mixture \f Pepti< 
fraction 1 firs 
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Peptide mixture 
fraction 2 
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Deliver n peptide mixture fractions to n 
second separation columns & elute 



Peptide 
fraction 
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protein mass 
database 
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Peptide 
fraction 2 
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fraction n 



Deliver n peptide fractions to mass 
spectrometer for mass fingerprinting 
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Figure 11 



